Detection of bovine viral diarrhea virus in 143 blood samples by virus isolation in cell culture and flow cytometry was performed. The material included 37 samples later shown to originate from persistently infected cattle. Thirty-three samples were positive by virus isolation, and all 37 samples were positive by the flow cytometric assay.
Bovine viral diarrhea virus (BVDV) induces a wide variety of fetal and postnatal disorders in cattle. Prenatal infections can lead to the birth of persistently infected (PI) calves, which are important transmitters of virus to other susceptible cattle (1) . Demonstration of BVDV in blood samples is usually done by isolation of the virus in cell culture and subsequent identification by immunostaining (4) . This technique is time-consuming, as the virus has to be multiplied in living cells. Therefore, we investigated whether flow cytometry could be used for the detection of BVDV directly in blood cells of PI cattle. Recently, a study indicated this possibility (5) .
Porcine antiserum to BVDV was a gift from L. R0nsholt (State Veterinary Institute for Virus Research, Lindholm, Denmark). The antiserum was prepared against the Danish field strain UG 59 and the Alfort strain of hog cholera virus essentially as described by others (3). Immunoglobulins were purified and biotinylated as described earlier (5) . One milliliter of heparinized blood was added to 9 ml of lysis buffer containing 155 mM ammonium chloride, 130 mM potassium chloride, and 0.1 mM EDTA, pH 7.3. This mixture was incubated for 3 min and then centrifuged at 400 x g for 5 min. The cell pellet was transferred to duplicate wells in a microtiter plate (96-well microwell plate; Nunc, Roskilde, Denmark). The leukocytes were fixed in solution, the membranes were permeabilized, and the BVDV antigens were detected as described before (5) . Briefly, the cells were washed in phosphate-buffered saline containing 0.5% normal rabbit serum (PBS-0.5 NRS), fixed for 5 Virus was initially isolated from 34 samples originating from six herds ( Table 1) . The remaining samples, except three, were antibody positive (data not shown). Re-collection of blood from these 34 cattle demonstrated that 33 were persistently infected. One animal was found to be virus negative and antibody positive. Investigating heparinized blood samples from the 143 cattle by flow cytometry demonstrated that PI cattle had F > 1% (Fig. 1) . Therefore, the cutoff in the flow cytometric assay was determined as 1%. c Blood samples from these animals were not re-collected and analyzed.
